). In addition to the expected proteins (PALS1, PATJ, Par3, and aPKC), we were able to co-930 N. University Ann Arbor, Michigan 48109 precipitate endogenous 14-3-3, demonstrating that 14-3-3 is associated with the polarity complex ( Figure 1A ). There are multiple mammalian 14-3-3 isofoms, all of which display a very high degree of sequence homology.
The Par3-14-3-3 Interaction Is Results
Phosphorylation Dependent
Initial work on 14-3-3 proteins identified them as binding 14-3-3 Associates with the PALS1/PATJ/ to phosphorylated ligands. Study of the 14-3-3-Raf inter-CRB3-Par3/Par6/aPKC Complex action led to the identification of the optimal consensus 14-3-3 proteins mediate multiple cellular events, includ-14-3-3 binding sequences, RSXpS/TXP and RXXXpS/ ing scaffolding of signaling molecules, regulation of en-TXP [5] . In addition, it has been demonstrated that 14-zyme catalysis, and subcellular targeting. The C. elegans 3-3 can also bind to the non-phosphorylated motif GHSL 14-3-3 homolog, Par5, has been previously demon- [6] . To determine whether a prerequisite of the interacstrated to be required for correct anterior-posterior zytion of 14-3-3 with Par3 is phosphorylation of Par3, we gote polarization [1] . Other Par proteins (such as Par3 generated two Myc-tagged 14-3-3 mutants (K49E and and Par6) have been shown to regulate tight junction V176D) that have been previously shown to inhibit the formation and epithelial cell polarity. Because mutations phosphorylation-dependent binding of 14-3-3 to Raf in Par3, Par5, and Par6 all disrupt polarization of the C. [7, 8] . It was found that HEK 293 cells contain an endogeelegans zygote, we investigated whether 14-3-3 was nous Par3/Par6/aPKC complex (T.W.H. and B.M., unfunctionally associated with the PALS1/PATJ/CRB3-published observations) and that Myc-tagged wild-type Par3/Par6/aPKC supramolecular polarity complex in 14-3-3 was able to efficiently coimmunoprecipitate HAmammalian epithelia. Previously, we demonstrated that tagged Par3 (Figure 2A ). However, neither Myc-14-3-3 K49E nor V176D mutants were able to coimmunoprecipi-*Correspondence: bmargoli@umich.edu 5 These authors contributed equally to this work.
tate HA-Par3. These data suggest that, as in MDCK cells, reaction. Furthermore, to confirm that 14-3-3 directly given that only a finite number of 14-3-3 binding sites
